SUMMARY
Mucocutaneous leishmaniasis due to Leishmania braziliensis braziliensis
, is endemic in a large part of the American continent8. In Bolivia, it represents a public health problem because of its individual implications and socioeconomical consequences on development of various parts of the country2
A positive diagnosis determines of parasites patient treatment. It is based on direct evidence in the lesions, which represents certainty of the disease.
The objective of this document is to present the results of L.b. braziliensis isolations using different techniques, in patients affected with primary cutaneous lesions or with mucosal secondary dissemination.
MATERIAL AND METHODS
The study was realized within a sample of 146 patients which were seen at the parasitology department of the Instituto Boliviano de Biologia de Altura (La Paz, Bolivia) between 1988 and 1990. They originated from the endemic areas neighbouring La Paz (Yungas, Alto Beni and Beni in Bolivia, Puno and Madre de Dios departments in Peru).
For each patient, the search for parasite was simultaneously conducted using the three following techniques: 1. smears made with material obtained from scratching the cutaneous lesion periphery or by imprints of biopsy section in case of mucous lesion. The smears were fixed by methanol and Giemsa stained; 2. culture inoculation on biphasic NNN medium containing Schneider medium and antibiotics as the liquid phase, of material obtained from scratching or biopsying the lesion. The isolates obtained were then characterized by isoenzyme electrophoresis6; 3. pathological examination of biopsy material. The biopsy material was taken with a 4 mm punch biopsy on the edge of the cutaneous lesion or with a cutting biopsy forceps in the case of mucous lesion, and 231-234, out-dez, 1991 fixed in Bouin's fluid or 10% buffered formalin. The sections were stained with haemalum-eosinsafranine or Giemsa ' s stain.
The immunological investigation realized in each patient included: leishmanin skin testing and detection of circulating antibodies by indirect immunofluorescence.
RESULTS
The patients were divided into 2 groups, according to the type of lesi on (cutaneous or mucosal) they harboured.
Patients with cutaneous lesions
This group included 30 patients harbouring only cutaneous lesions. Of them, 23 were males and 7 females. The age range was 25.7 + 3.2 years.
Three originated from Peru, the others were Bolivian.
The lesions were ulcerative, with marked inflammatory fringe. The lesions were unique in 36.6% of the patients and multiples en 63.3%. They were localized on lower limbs in 53.8 % of the cases and 86.6% of them had a duration period inferior to one year.
The parasite was found in 15 patients (50%) according to the following identification techniques:
. positivity of smear alone: 2 cases (13.3%) . positivity of culture alone: 3 cases (20.0%) . positivity of pathology alone: 2 cases (13.3%) . positivity of both smear and culture: 2 cases (13.3%) . positivity of both smear and pathology: 5 cases (33.3%) . positivity of smear, culture and pathology: lease Table 1 shows the comparisons of the three identification techniques.
The six isolates otained in culture were characterized by isoenzyme electrophoresis as L. b. braziiiensis6.
According to the duration period of the lesions, the parasite was found in 40 % of the lesions of less than 1 year of evolution and in 75 % of the lesions of more than 1 year of evolution. The leishmanin skin test was positive in 82.1 % and the IFI result was included between 1/40 and 1/80 in 86.6% of the cases.
Patients with mucosal lesions
The second group of patients included 116 patients affected with mucosal leishmaniasis. One hundred nine were males and seven females. The age range was 3.7 to 38.5 years. Fifteen of them originated from Peru, the others were Bolivians. The evolution time of mucous involvement was less than 1 year in 12%, between 1 and 5 years in 58.6%, between5 and 10yearsin21.5%, between 10 and 20 years in 6 % and more than 20 years in 1.7% of the cases. The extension of the mucosal involvement was limited (nose + palate mucosa) in 38.7 %, important (nose + palate mucosa + pharynx or larynx lesion) in 28.4% and very important (all the mucous of the otorhinolaryngeal (ORL) sphere) in 32.7 % of the cases.
The parasite was found in 60 patients (51.7%) according to the following identification techniques:
. positivity of smear alone: 10 cases (8.6%) . positivity of culture alone: 15 cases (12.9%) . positivity of pathology alone: 18 cases (15.5 %) . positivity of both smear and culture: 2 cases (1.7%) . positivity of both smear and pathology: 10 cases . positivity of smear, culture and pathology: 5 cases (4.3%)
The Table 1 shows the comparison of the three examination techniques in the two groups of patients.
The 15 isolates obtained from the 22 positive cultures were characterized as L. b. braziiiensis by isoenzyme electrophoresis6.
Regarding the evolution time of the lesions, the parasite was found in 48.7 % of the lesions of less than5 yearsof evolution andin58.8 % ofthe lesions of more than 5 years of evolution.
The leishmanin skin test was positive in 75% and the IFI results included between 1/80 and 1/160 in 70.6 % of the cases.
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DISCUSSION
The results of our study showed that using or techniques the percentage parasite positive patients in cutaneous and mucosal lesions ofL. b. braziliensis leishmaniasis in Bolivia are similar: 50% in cutaneous lesions versus 51.7 % in mucous lesions.
Compared to literature data these percentages appear weak in the case of cutaneous lesions: Cuba et al1 detected parasites in 71.2% of cutaneous lesions o f the same mucocutaneous leishmaniais in Três Baços (Bahia, Brasil). Also in Bolivia, Desjeux et al3 obtained 48.6% positive results in parasite detection by culture and hamster inoculation in a sample o f 72 cutaneous lesions biopsied from mucocutaneous leishmaniasis. In a 216 patients sample observed in French Guyana, smear and culture detection of the parasite were positive en 61.6% of the cutaneous lesions due to L. b. guyanensis (Dedet, unpublished data).
In respect to the mucous lesion, the positive percentage is equivalent to that of Cuba et al1 who observed 48 % of positivity in mucosal lesions, but differs largely from the 100 % positivity obtained in a limited sample of patients in Colombia by Saravia et al1.
According to our results, the most efficient parasite detecting techniques appeared to be the smears in cutaneous lesions (33.3% of positivity) and the pathology in case of mucous lesions (28.4%). For logistic reasons, hamster inoculation was not done although this is an efficient method of diagnosis. Our observation stresses the value of routine p ath o lo g ical m ethod in the d iag n o sis o f mucocutaneous leishmaniasis. This technique not only can give direct evidence of the parasite, as reported here, but can also allow the elimination of other pathologies as will be discussed in detail elsewhere3.
In our experience, the parasite was found more frequently in the cases of important and very important mucous extension (57.7% positivity) than in the cases of limited involvement (42.2% positivity). Marsden5 observed in the same way that it was "easier to detect parasites in multiple mucosal lesions than in single ones" .
Another paradoxical data evidenced by our observation is that in both cutaneous and mucous lesions the parasites were found most frequently in old lesions (more than one year evolution for cutaneous lesions and more than 5 years evolution for mucous lesions) than in recent lesions, to the 
